[Abstract] The bioluminescence resonance energy transfer (BRET) assay can be used as an indicator of molecular approximation and/or interaction. A significant resonance energy transfer signal is generated when the acceptor, having the appropriate spectral overlap with the donor emission, is approximated with the donor. In the example provided, proteins tagged with bioluminescent Renilla (Figure 1) . The example currently provided utilizes a Rlu-tagged protein as the donor and a YFP-tagged protein as acceptor (Harikumar et al., 2007) . This has been very successfully applied to establish the presence of physiologically-relevant protein-protein interactions in the plasma membrane of living cells. It is important, however, to include controls for levels of expression that could cause non-specific protein-protein approximation and energy transfer (bystander effect), such as the use of similar levels of expression of a known non-associated protein. Also, competition with an unlabeled protein can help to establish the saturability of the interaction and the specificity of the signal.
2. Treat the cells with 0.05% trypsin-EDTA for 5 min at 37 °C in an incubator to lift the cells. Wash the cells with medium, and count them to allow a plating density of 1.5 x 10 6 cells per 100 mm dish one day prior to transfection.
3. In preparation for transfection, visualize the confluence of the cells and their health using a cell culture microscope with phase optics.
B. Transfection 1. To a sterile 5 ml tissue culture tube, add 1.5 ml DMEM medium without serum.
2. Add 75 µl DEAE-dextran solution and mix well.
3. Add 1.0 µg of total DNA (0.5 µg of donor + 0.5 µg of acceptor prepared using standard DNA isolation techniques) and mix well.
4. Use a micropipette to transfer 1.575 µl of DNA-DEAE-dextran complex to each plate.
5. Incubate at 37 °C in a tissue culture incubator for 2 h without shaking.
6. Aspirate the medium from each plate, add 4 ml of DMEM containing 10% DMSO and incubate at room temperature for 2 min without shaking.
7. Aspirate the medium from each plate, add 4 ml of DMEM containing 0.1 µM chloroquine and incubate for 2 h at 37 °C without shaking.
8. Aspirate the medium from each plate, and add 8 ml of serum-containing complete DMEM medium (see Recipes).
9. Incubate the cells in the incubator at 37 °C in a humidified atmosphere containing 5% CO2 for 48 h. BRET ratio = YFP channel signal of sample Luminescence channel signal of sample − Cf Cf = YFP channel signal from donor only sample Luminescence channel reading from donor only sample 6. Luminescence and fluorescence signals should be collected immediately after the addition of coelenterazine h solution. The spectrofluorometer instrument should be set up for the specific pair of donor and acceptor chosen. Here, for the proposed BRET studies, luminescence emission should be collected using a dedicated filter set (460 nm, with bandwidth 25 nm) and the fluorescence emission should be collected simultaneously using a dedicated filter set (535 nm, bandwidth 25 nm). The measurement time is 0.2 sec and measurement height is 6.5 mm. (Harikumar et al., 2007) . In the example, YFP fluorescence was measured by exciting the sample at 475 nm (bandwidth 25 nm) and the emission was collected at 535 nm (bandwidth 25 nm), with detector gain 150 and number of flashes 20. 
